Real-time reverse transcription-PCR (RT-PCR)
The mRNA expressions of β-actin and sodium-glucose transporter 2 (SGLT2) were analyzed by RT-PCR using a LightCycler FastStart DNA Master SYBR Green I kit (Applied Biosystems, Foster City, CA). 1 Briefly, cDNA was initially denatured at 95°C for 30 seconds, and then amplified by PCR for 40 cycles (95°C for 15 seconds, 60°C for 40 seconds). 1 The primer sequences were: SGLT2 forward, 5'-ACGCCTGATTCCCGAGTTCT-3', reverse, 5'-AGAACAGCACAATGGCGAAGTA-3'; and β-actin forward, 5'-GCCAGGATAGAGCCACCAATC-3', reverse, 5'-ACTGCCCTGGCTCCTAGCA-3'. All data are expressed as relative differences to vehicle-infused rats after normalization for β-actin expression
Senescence-associated  galactosidase (SA-Gal) staining
SA-Gal staining was performed as described in the manuscript and as previously described. 2, 3, 4 The cultured cells were incubated for 12 h in SA-Gal solution (pH 6.0;
mmol/L MgCl 2 , 0.01% sodium deoxycholate, and 0.02% Nonidet-40). The SA-βGal-positive cells were counted in five randomly chosen fields per group at 10× magnification for development of blue color.
Western blotting
Protein expression of p21 5 was measured by Western blotting. Protein (50 µg) was separated by 10% or 15% SDS-PAGE, transferred to a nitrocellulose membrane, and immunoblotted with antibodies specific for p21 (1:1000; BioSource International, Camarillo, CA) and acetyl-p53 (Lys382)(1:1000; Cell Signaling, Beverly, MA). Equal loading was confirmed by reprobing the membranes with an antibody against β-actin
(1:10,000 dilution; Sigma Chemical). Data are expressed as the relative differences between each group after normalization for -actin expression. The protein bands were visualized with an ECL system (Amersham Biosciences). Densitometric analysis was performed using NIH image software.
Dihydroethidium (DHE) staining
DHE staining was performed as described in the manuscript and as previously described. 
Tumor necrosis factor-α (TNF-α) assay
The TNF-α secretion was evaluated by measuring the TNF-α level in the medium of aldosterone-treated cells. TNF-α in the medium was measured by ELISA assay kit (Quantikine®, R&D systems).
Terminal deoxynucleotidyl transferase-mediated dUTP nick end labeling(TUNEL) assay
TUNEL assay was performed using a commercial kit (Apop-Tag Red in situ Apopotosis Detection Kit, Chemicon International, Temecula, CA). The number of apoptotic cells positive for TUNEL staining was counted in at least five randomly selected regions. A dye, 4 ,6-diamidino-2-phenylindole (DAPI), was used for the determination of nuclei.
Statistical analysis
Results are expressed as means ± standard error. Statistical significance was assessed using analysis of variance, followed by Bonferroni's test. A value of P<0.05 was considered to be statistically significant. 
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